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I P811 I Efficacy of DU-6859a-Loaded Hydroxyapatite 
Block for the Treatment of Rat Osteomyelitis 
A. Oham',N.Kato',M. Itokazu',M.Esaki',H. Sakaeda', 
K. Watanabe 2 ,  K. Shimizu I .  'Department of Orthopedic Surgery, 
Japan, 'Institute oftlnaerobic Bacteriology, GI& Univ. Sch. Med. G@, 
Japan 
Objectives: To evaluate the efficacy of local application of 
DU-6859a, a new quinolone, for the treatment of rat osteomyehtis 
caused by Ekuteroidesfiagilis. 
Materials and Methods: Twelve-week-old male Wistar rats 
were infected in the tibia with B .  jagiZis ATCC25285, for which 
MICs of DU-6859a (Daiich, Tokyo) and cefinetazole (Sankyo, 
Tokyo) were 10.025 and 6.25 y g/ml, respectively A hydroxya- 
patite block (HAb, Sumitomo Osaka Sement, Tokyo) loaded with 
an antibiotic was placed in the infected tibia 4 weeks after mfection. 
After another 4 weeks, roentgenographcal, histopathological, and 
bacteriological examinations of the tibia were performed. 
Results: Although roentgenographical, htopathological, and 
bacteriological findings illustrated that non-treatment, HAb alone, 
and cefinetazole-loaded HAb generated no improvement of os- 
teomyelitis in the tibia, DU-6859a-loaded HAb treatment demon- 
strated no bacterial growth in 4 of the 5 infected tibia and normalized 
findings obtained by two other examinations in the tibia. 
Conclusions: DU-6859a-loaded HAb may be useful for therapy 
of chronic osteomyelitis in humans. 
I P8121 Subinhibitory and Inhibitory Clindamycin 
Concentrations in an Experimental Model of 
Staphylococcal Osteomyelitis 
J. Barbehn ', J. Rambn ', B. Sopesh ', S. Khorrami 
M. Gomis '. ' Gdmez Ulla Hospital, Madrid, Spain, ' A r e  Hospital, 
Madrid, Spain, 
Objectives: To see the therapeutic effect of subinhibitory con- 
centrations of clindamycin (SCLC) versus inhibitory concentrations 
(ICLC) in a model of staphylococcal osteomyelitis in Wistar rats. 
Methods: Staphylococcal osteomyelitis was stablished in 24 fe- 
male rats by inoculating into the tibia 0.05 mL of a Staphylococcus au- 
reus suspension (3 x lo8 c f i d d ) ,  susceptible to clindamycin (MIC 
5 2  pg/mL), throught a hole made by a microdrill. Rats set up in 3 
groups: Group 1 control without treatment, Group 2 with ICLC (90 
mg/Kg/day) and Group 3 with SCLC (70 mg/Kg/day), during 28 
days (tid subcutaneus). A n i d  were killed 14 days after the end of 
the therapy and microbilogical stuckes were performed to isolate and 
idenhfy bacteria, and count of colonies. Stadistic process was made 
by analysis of variance. 
J. Prieto ', 
Medicine Faculty of UCM, Madrid, Spain 
Results: 
Group 1 (Ln c f u / d )  Group 2 (Ln &/d) Group 3 (Ln cfu/mL) 
Raunumbcr(N) 6 8 7 
Artthmcoc mccn (m) 3.7047 -0.7685 -0.0914 
Standard demzuon (6) 3.0425 1.4634 1.5211 
~ 
Group 1 and Group 2 p 5 0.05, Group 1 and Group 3 p 5 0.05, Group 2 and Group 3 p 
> 0.05 
Conclusions: From a c h c a l  point of view, we have found that 
the use of clindamycin reduces sigmficatively the cfu number in 
bone, however the dosage has not influenced. 
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I P813 1 Human Fcy-Rlla Receptor Polymorphism 
Conelates with the Susceptibility to 
Meningococcal Disease (MD) and Its Severity 
A.E. Platonov', G.A. Shipulin', I.V. Vershinina', J. Dankert', 
J.C.J. van de Winke13, EJ. Kuijper'. 'Central Institute of 
Epidemiology, Moscow, Russia, 'The University oftlmterdam, The 
Netherlands, ' The University of Ufrecht, The Netherlands 
Introduction: Phagocytosis of meningococci is considered as the 
important element of host defence against systemic MD and depends 
partly on the allotype of Fcy-Rlla IgG receptors (CD32) on gran- 
ulocytes. Two allotypes are currently recognized R131 and H131 
(abbreviated below as R and H). Previously we demonstrated that 
the H allotype is more effective in phagocytosis of meningococci in 
uitro than the R allotype. 
Objective: To compare the kequency ckstributlons of H- and 
R-allotypes among 98 Slavic complement-suEicient patients who 
survived a menigococcal disease with 107 Slavic healthy conaol in- 
dividuals. 




Groups and subgroups 
of indmdullr zygotes zygotes zygotes R / R m  H/H 
R/R homo- R/H hctcro- H/H homo- Odds nu0 vs conml. 
Adult controls 1896 54% 280h 
AU patienu 32% 42% * 27% p < 0.05, OR = 1.9 
Padcnu, age 5 5 ycaa 24% 42% 33% p = 0.38, OR = 1.2 
Patienu, age > 5 pars  38% 42% 20% p < 0.03, OR = 2.9 
p = 0.28, OR = 0.9 Padenu, modcram MD 21% 409b 
Patienu, severe MD 41% 43% 16% p < 0.01, OR = 4.1 
38% 
Conclusion: Individuals older than 5 years with H/H genotype 
are less susceptible to severe MD than individuals with R/R or R /H 
genotypes. 
LP814 I Polymorphism of FW-Rlla Receptors in 
Complement Deficient Individuals in Relation to 
their Meningococcal Disease 
A.E. Platonov', I.V. Verslunina', G.A. Shipulin', C.A.P. Fijen2, 
E.J. Kuijper', J.C.J. van de Winkel '. 'Central Institute .f 
Epidemiolon, Moscow, Russia, ' T h e  U n i m i t y  oftlmterdam, The 
Netherlands, The University of Utrecht, The Netherlands 
Introduction: Late complement component deficient (LCCD) in- 
dividuals lack plasma bactericidal activity and are h&dy suscepti- 
ble to meningococcal disease (MD). Their immune defense against 
meningococci may be mediated partly by antibody-dependent 
phagocytosis using Fcy-Ma IgG receptors (CD32) on leukocytes. 
Two allotypes of CD32 are known, namely R131 and H131 (ab- 
breviated below as R and H). The H allotype is more effective in 
phagocytosis in uitro than the R allotype. 
Objective: To study the frequency distributions of H- and 
R-allotypes among 29 Russian LCCD patients with recurrent 
episodes of MD. 
Method: Specific nested PCR assay for H & R allotypes. 
Results: The frequency distribution of homozygous R/R to het- 
erozygous W H  to homozygous H/H genotypes was equal 0.14: 
0.29: 0.57 for LCCD patients who developed the first episode of 
disease before 10 years of age. The distribution was 0.21: 0.64: 0.14 
for patients who experienced MD at elder age k2 = 6, p -z 0.05, 
odds ratio for H/H vs. WR = 8). MD was considered as "severe" in 
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14 of 31 duease episodes in patients with R/R and IVH allotypes 
in contrast to 1 of 18 episodes in patients with H/H allotype (x' = 
7, p < 0.01, odds ratio = 14). 
Conclusion: At elder age, LCCD individuals with H/H pheno- 
type may acquire antibody-mediated resistance to h4D. Moreover, 
effective CD32-mediated phagocytosis seem to restrict the severity 
of meningococcal disease in LCCD patients with H/H phenotype. 
slightly better (20%. NS) in the G-CSF group between days 10 and 
18. 
Conclusions: G-CSF increased the early idamatory response in 
the lung, did not afTect the clearance of Candida &om BAL, did 
not improve the suMval and did not reduce the extrapdmonaq 
dissemination of the infection. 
ml Recombinant Murine Granulocyte-Colony 
Stimulating Factor Enhances Resistance to 
Systemic Candidiasis in Non-Neutropenic Mice 
B.J. Kullberg I ,  M.G. Netea ', J.H.A.J. C u h  ', M. Keuter I ,  
J.EG.M. Meis', J.WM. Van der Meer'. ' D e p f .  OfMedicine, 
University Hospital Nijmegen, The Netherlands, ' Dept. of Medical 
Microbiology, University Hospital Nijmegen, The Netherlands 
Prophylactic administration of granulocyte-colony stimulating fac- 
tor (G-CSF) can prevent neutropenia and protect neutropenic ani- 
mals against lethal challenge with Candida albicans. Although G-CSF 
is also able to activate neutrophils and enhance their microbicidal 
function, very few data are available regarding its effect in systemic 
candidiasis in non-neutropenic animals. The aim of the present study 
was to assess the potential therapeutic action of G-CSF in a model of 
systemic C. albirans infection in non-neutropenic mice. Mice treated 
with one dose of G-CSF (500 ng) 24 h before or 30 min after 
infection showed significantly reduced mortality (28%) when com- 
pared with controls receiving placebo (90%, p < 0,001). Outgrowth 
of the yeast in ludneys, liver and spleen was 5 to 10-fold lower in 
the G-CSF treated groups, and circulating concenmtions of tumor 
necrosis factor- and interleukin-a were sigruficantly reduced com- 
pared to controls. G-CSF treatment enhanced neutrophil activation 
as assessed by chermluminescence, while sustained neutropenia in- 
duced by repeated cydophosphamide administration abolished the 
beneficial effect of G-CSF treatment. Combination therapy with 
G-CSF and fluconazole was more effective than fluconazole treat- 
ment alone. In conclusion, G-CSF adminismtion enhances resis- 
tance to systemic C. albicans infection in non-neutropenic mice via 
activation of neutrophils. 
I P816 I G-CSF and Amphote'iicin B (AmB) on Candida 
albicans (CA) Experimental Pneumonia in Rats 
C. Rosa, J. M o r h ,  C. Gbmez, E Jimenez, A. Mutioz, J. Nieto. 
Hospital General KEen de la Luz, Cuenca, Spain 
Objectives: To study the effect of G-CSF-enhanced neutrophil 
function on CA experimental pneumonia in immunosuppressed 
non-neutropenic rats. 
Methods: Cyclosporine (16 mg/kg/d) and methylprednisolone 
(2 mg/d) immunosuppressed rats were inoculated with 10' du of 
CA into the thachea and treated with i.p. AmB (1 mg/kg/d) and 
either G-CSF (5 pg/d over 21 days) or sahne. Half of the rats were 
sacrificed on days 1 and 4, and the rest followed over 4 weeks. 
Results: Blood leukocyte counts increased significantly in rats on 
G-CSE Bronchoalveolar (BAL) cell counts, proteins and LDH (p 
< 0.05) aa well as lung weight (p = 0.065) were higher in G-CSF 
treated rats 1 day after inoculation. There were no relevant a e r -  
ences on day 4. CA colony counts h m  BAL were similar in both 
groups on days 1 and 4. The extrapulmonary dissemination rate was 
identical in both groups (0.71). Rat weights were significantly lower 
in saline group between days 4 and 10 (p < 0.05). In this group, 
hemoglobin levels were slightly reduced and platelets increased on 
weeks 1 and 2. Creadnine and C-reactive protein were similar in 
both groups. There were no aerences in overall survival, but it w a s  
1 P817 I G-CSF Inhibits Bacterial Translocation in 
Haemonllagic Shock 
F. ~ga la r l ,  A.B. is!&, c. ~ g a l a r 3 ,  E. ~ a m a l o g l ~ l ,  M.O. G ~ ~ ~ ,  
R. Turkyllmaz3. 'Hacettepe Univenity, Fonrlty OfMedicine, Dept. Of 
General SUET, Ankara, Turkey, 'Hacettepe University, Faculty Of 
Medicine, Depf .  Of Pharmacology, Ankara, Turkey, 3SSK-Hospital Injct. 
Dis. Clinics, Ankara, Turkey 
Objective: To investigate the effects of G-CSF (granulocyte-colony 
stimulating factor) on bacterial translocation in haemorrhagic shock. 
Experimental design: Starved (n = 11) or ad libitum fed (n = 17) 
Wistar rats (200-275 g) were administered G-CSF (50 pg/kg, ip, 5 
of starved, 8 of fed rats) or its solvent saline 24 h before haemorrhagic 
shock (induced by 2.1 d / 1 0 0  g blood withdrawn via carotid arterial 
cannula placed under pentobarbitone anaesthesia). 24 h later, mesen- 
teric lymph nodes (MLN), liver, spleen and peripheral blood were 
evaluated microbiologically for bacterial presence quantitatively in 
comparison to naive controls (n = 4) and G-CSF-treated rats which 
did not undergo haemorrhagic shock (n = 4). 
Results: No bacteria was detected in samples h m  naive controls 
or G-CSF-treated unshocked rats. In shocked animals, Escherichia 
coli was the predominant pathogen together with Sfreptocomsfaeralis, 
Pseudomonas and Latobacillus species. Starvation increased bacterial 
aanslocation (e.g. median CFU of Gr (-) bacteria/g tissue in MLN, 
starved: 752; fed 143, P < 0.01) while G-CSF has abolished it (1 in 
6 starved and 1 in 9 fed rats). 
Conclusion: Starvation increases bacterial translocation in haem- 
orrhagic shock while G-CSF pretreatment sigdcantly reduces it. 
I P818 I Effects of Interleukin-(lL)12 on Antifungal 
Activity of Mononuclear Phagocytes (MNC) 
against Aspetgillus fumigatus (AF) 
E. Roilides. S .  Tsaparidou, I. Kadiltsoglou, T. Sein, T.J. Walsh. 3rd 
Pediatric Dept., U Thessaloniki, Greece, Pediatric Oncology Branch, 
NCI,  Bethesda, MD,  USA 
Objective: To study the effects of IL-12 on capacity of human 
MNC to elicit oxidative burst and damage byphae of AF, a fungus 
causing serious infection in immunosuppressed patients. 
Methods: Mononuclear leukocytes (PBMC) firom healthy adults 
were isolated by ficoll centrifugation and monocytes (EHM), 290% 
CD14+, by elutriation. Oxidative burst was assessed as superoxide 
anion production (02-) spectrophotometrically and % damage of 
AF hyphae by MTT assay. Concentrations of interferon-y (IFN-y) 
and tumor necrosis factor- (TNFa) in culture supernatants were 
measured by ELISA. 
Results: Incubation of PBMC with IL-12 (100 ng/ml) at 37°C 
for 2-3 days enhanced 02 -  in response to PMA (&om 1.25 f 
0.16 for controls to 2.16 f 0.27 nmoles/l0*6 MNC/15 min., p = 
0.04). In addition, IL-12 (10 ng/ml) sigdcantly increased 02 -  in 
response to AF hyphae (p = 0.03) and tended to enhance % hy- 
phal damage (39.6 f 6.0% vs. 8.8 f 10.9% of controls; p = 0.09). 
Anti-IFN-y failed to inhibit IL-12-induced increase of 0 2 -  pro- 
duction in response to PMA although increased amounts of IFN-y 
were in the sups of IL-12-treated PBMC compared to untreated or 
to anti-IFN-y/IL-12-treated PBMC. In contrast, no IFN-y was se- 
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creted by IL-12-treated EHM. TNFa was also increased by IL-12 
treatment of PBMC but not of EHM. Further, IL-12 (100-500 
ng/ml) enhanced 02-  by EHM in response to PMA (at 500 ng/ml, 
p = 0.009). 
Conclusion: IL-12 augments oxidative antifungal activities of 
MNC via an IFN-y-independent route, possibly via a partial conhi- 
bution of TNFa and/or dxect effect of IL-12 on MNC, suggesting 
a new pathway of IL-12 action on antifkngal defenses. 
1 P819 I Effects of Interleukin 10 (11-10). Prednisolone (P) 
and GM-CSF (GI on the NonSpecific Immune 
Function of Polymolphonuclear Leucocytes 
(PMNI and Monocytes (MI 
S. Ziege, H.E Geerdes-Fenge, M. Rau, U. Buchwald, H. Lode. 
Dept. ChedInJect. Diseasec, City Hospital HeckeshodZehlendotj 
Berlin, Germany 
Objectives: IL-10 suppresses important effector functions of 
non-specific immunity. We compared the immunosuppressive ef- 
fects of IL-10 on phagocytosis and intracellular killing of Candida 
albicans (a) by PMN and M alone and after GM-CSF stimulation 
to P and untreated normal phagocytes. 
Methods: Blood h m  10 volunteers, Ficoll-separation of PMN 
and M, incubation with IL-10 (0.05-1-10-100 ng/ml) or P 
(10-8-10-5 M/L) for 8 h (PMN) or 14 h (M). Similar experiments 
with addition of G after 4 h (10 mg/ml). After pretreatment in- 
cubation with CA (T:E = 2:l; 3-fold-samples), determination of 
phagocytosis index (PI; CA/cell) and killing rate (K; CFU/ml). 
Results. Demonstration of procentual alterahon f SD of PI and 
K compared to untreated control samples (CS). 
GM-CSF Intcrlcukin-10 (ng/ml) Prcdnisolonc (MOM) 
lOng/ml >0.05 1 100 10.' loJ 
PI-PMN +3f9 +3*7 +7f9 Of12 +3*6 +21f9 
" + G  +86f16* +85f14 +99f16 +85f6 +96f12 +97f12 +93f13 
K-PMN -6i18* -7f17* -6f16* -4f18 -3f18 +2f15 
" + G  +7*12* +3i12 +3*13 + 4 f l l  +7fl l  +8f8 f8f8 
PI-M +4f6 Of6 -5f6 -15f2* -18f3* -23h4' 
" + G  +24f11 -13f19 -5f10" - 1 f l O "  -3f12 +3f9  +5f12 
K-M -3fll -4f14 -2f14 - 2 f l l  - 2 f l l  -5416 
" + G  +2f12 -3f14 -3f14 -2f19 2f12 If10 -2f13 
S i p f i a t  Mcrence to CS (p -= 0.05), ' to GM-CSF (p < 0.05) 
Conclusions: IL-10 inhibits to a minimal extent the intracellular 
&g of PMN and reduces the enhancing effect of GM-CSF on 
PMN killing and M phagocytosis. 
Results: A FasL-dependent induction of apoptosis was observed 
in human macrophages. M .  tuberculosis H37Ra-infected macrophages 
were less sensitive to FasLinduced apoptosis: intracellular M .  tuber- 
culosis was able to partially prevent macrophage apoptosis, as shown 
by a 3.0 * 0.6 fold-decrease of apoptosis mediated by FasL (mean f 
SD of five separate experiments) in lnfected vs uninfected mac- 
rophages. Indeed, M .  tuberculosis infection wu associated with a 
down-regulation of Fas antigen expression on macrophages. W e  
M .  tuberculosis partially prevented FasL-induced apoptosis, apoptotic 
cell death was nevertheless observed in lnfected macrophages treated 
with FasL. T h  was coupled with a 53.0 f 7.6% reduction of M. 
tuberculosis viabhty inside FasL-treated human macrophages (mean + 
SD of five separate experiments). 
Conclusions: Intracellular M .  tubmlosis was able to inter- 
fere with the Fas pathway in human macrophages. Nevertheless, 
macrophage apoptosis triggered by Fas s-g was coupled with a 
reduction of intracellular viability of M. tuberculosis. These data sug- 
gest a potential implication of the Fas pathway as an immune effector 
against M. tuberculosis infection. 
I P821 1 Deactivation of Macrophages with 114 is the 
Key to the Isolation of Tropheryma whippelii 
G. Schoedon, D. Goldenberger, A. G w ,  R. Forrer, E Dutly, 
M. Altwegg, A. Sch&er. Dept. Medicine and Medical Mimobioloa, 
University ofzurich, Switzerland 
Whipple's disease is a systemic illness caused by a specific agent. De- 
spite of the early recognition of bacteria in lesions efforts to culture 
the causative bacterium h m  infected tissues even in cell cultures or 
laboratory animals remained futile. We devised a novel strategy of 
culture m p p l e  bacilli in deactivated human mononuclear phago- 
cytes. Infected tissue h m  two patients was inoculated into human 
phagocytes deactived with IL-4, Il-10 and dexamethasone. Within 
8-10 days numemus diastase-resistant PAS positive inclusions ap- 
peared within deactivated monocytes corresponding to intact and 
degenerating bacteria shown to be 'I: whippelii by electron micro- 
scopic and molecular analyses. 'I: whippelii isolated were passaged 
several times in deactivated monocytes as well as a monoblastic cell 
line. Bacteria were only detectable within cells, pointing to the strict 
intracellular nature of their multiplication in our cell culture sys- 
tem. Complementary studies revealed that IL-4 but not IL-10 or 
dexamethasone rendered phagocytes permissive for T whippelii, a 
strong indication that host factors contribute to the pathogenesis of 
Whipple's disease. The propagation of 'I whippelii will permit long 
awaited microbiologic, immunologic, seroepidemiologic and thera- 
peutic studies of this intriguing pathogen. 
I P820 I Reciprocal Interaction between 
Fas-Ligand-Induced Macrophage Apoptosis and 
Mycobactenurn tuberculosis Infection 
M. Oddo', T. Renno', A. Atringer', P. Meylan'. 'CHUI;' 
~ausanne, switrerland, zold,,ig Institute, Lausanne, Switzerland 
Goal: The immune effectors that control mycobacterial mfections 
are poorly understood. Mycobacteria induce in humans CD4+ 
CTL, which kill target cells by Fas-mediated apoptosis. This work 
aimed at studying the effect of Fas-mediated apoptosis on M .  tuber- 
culosis macrophage infection. 
Methods: Recombinant human FasL (FasL) was used to in- 
duce macrophage apoptosis. Macrophages were infected with a sin- 
gle-cell-suspension and M. tuberculosis viabihty was measured after 
macrophage lysis by colony counting. Apoptosis was quantitated by 
flow cytomehy detection of cell surface phosphatidylserine expres- 
sion using FITC-annexin V. 
Interfering Activity of Staphylococci with 
--Dependent Adhesion of Neutrophils (PMN) 
L.A. Zelyanina, A.N. Mayansky. Medical Academy Nizhny Nouprod, 
Russia 
The present study examined the effect of staphylococci on the abil- 
ity of C3b/iC3b coated surfaces to provide the PMN adherance. 
As a model the human PMN adhesian to sephadex G-25 granules 
covalently bound with C3b/iC3b of human compliment (C3-s) was 
used. Bacteria were cultured in brain heart infusion broth for 72 
h at 37°C and the supernatants were incubated with C3-s (37"C, 
60 min.); probes with sterile broth were used as the control. After 
washing the C3-s was incubated (37"C, 30 rnin.) with PMN isolated 
h m  healthy donors. The C3-s granules were washed h m  unbound 
cells and the percentage of granules with 3 or more PMN attached 
was estimated. A decreased adhesion @om 50.0 f 1.9% to 63.0 f 
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2.0%, vs.c. 76.5 zk 2.5% in control, P < 0.05) was found in assays 
with 3 of 5 S. epidermidis s t r a i n s  and with 5 of 8 S. aureus strains 
(from 25.5 f 1.2% to 59.8 dz 2.1% vs.c. 72.5 f 1.2% in control, P 
i 0.05). In experiments with one of the most active S. aureus strains, 
it was discovered that the inhibitory effect (1) was not related to C3 
degradation (the PMN absorbing capacity of C3-s preincubated with 
active supernatant was completely restored after treatment with 2 M 
NaCl at lOOoC 15 min u&e C3-s preincubated with aypsin), 
(2) was equally expressed at 37°C and 40°C, (3) was not found in 
the collagen-dependant PMN adhesion (adherence to cytodex-3), 
(4) disappeared after exposition of active supernatant with C3-s but 
not with intact sephadex or cytodex-3. The anti-C3 factor is stable 
at 100°C, 5 min and has a molecular sue 1C-100 kd. These data 
suggest that some staphylocccal strains (especially, S .  aureus) produce 
factor($ interfering with C3b/iC3b capacity to interact with PMN. 
(p8231 A Factor of Human Neutrophils (PMN) 
Determining the Highly Selective Interaction 
with Staphylococci 
A.N. Mayansky ', T.V. Prisada ', N.A. Mayansky', R .  van 
Zwieten2, D. Roos'. 'Medical Academy, N Novgorod, Russia, 'CLB 
ofthe Netherlands Red Cross Blood Transfirsion Sem'ce, Amsterdam, 
Russia 
For the immunization and the antiserum production, synthetic pep- 
tides were conjugated to the carrier protein keyhole limpet haemo- 
cyanin (KLH) as described elsewhere. 
Results: Mab CB-Nm.2, specific for dass 3 outer membrane 
protein of N meningitidis, was assayed in Enzyme linked im- 
muno-sorbent assay (ELISA) with a panel of 86 Neisseria meningitidis 
strains.  Ffty six strains belonging to seven serogroups: A, B, 29E, 
L, X, Y. Z and five serotypes: 1, 4, 5, 12 and 13, reacted with the 
CB-Nm.2. The porB gene, coding for four different class 3 proteins 
was cloned and sequenced. The translated amino acid sequences 
were compared with five previously published sequences. Sequence 
alignment revealed a five amino acid region (S/T) VETG located 
into the major variable region (VR) VR1, which was present in 
all N. meningitidis st ra ins  recognised by the CB-Nm.2 and was not 
present in the strains negative in ELISA. Synthetic peptides, con- 
taining the predicted antigenic determinant from s t r a i n s  B385 and 
H355, were designed. Mouse antiserum obtained against the syn- 
thetic peptides recognised Neisseria strains in whole cell Dot blot, 
but synthetic peptides fded to react with the Mab. 
Conclusions: By sequencing analysis a high degree of betero- 
geneity among the strains recognised by Mab CB-Nm.2 has been 
shown, suggesting that the epitope involved in antigenic recogmtion 
by this Mab (S/T) VETG has a strong conformational component. 
A phenomen of strain specific interaction between PMN and S. 
epidermidis 178 M (S-178 M )  mediated by secretory PMN prod- 
ucts is presented. PMN (5 x 106/ml) were stimulated with phor- 
bol-myristate acetate (PMA, 100 ng/ml) and the supernatant was 
incubated (37°C. 30 min, shaking 600 rpm) with equal volume of 
bacterial cells (1 x 109/ml) from the overnight LB agar cultures of 
68 s t r a i n s  of 13 staphylococcal species. The results were estimated 
by bacterial aggregation registered by light transmittance (400 nm) 
after the low speed sehentation of clumped bacteria (500 rpm, 5 
min) and by enhancement of PMN phagocytosis of clumped bac- 
teria. Of all staphylococci it was only 9 3 7 8  M that was Jumped 
and opsonized with PMN secretory products. The clumping fac- 
tor (CF) was destroyed at 100°C and had a molecular size of over 
100 kD. It was absent in extracts obtained by sonication or repeated 
freezing-thawing of PMN and could be s,peclfically absorbend 'with 
S-I78 M but not with CF-negative strains. Being nonreactive with 
CF, such strains nevertheless induced CF release fxom PMN. The 
ability of S- 178 M to bind CF was completely destroyed by pronase 
and substantially decreased after boiling, periodate, or hypsin treat- 
ment of bateria, but was not aEected by bacterial exposure to 80°C 
or neuraminidase. These data demonstrate the unique pattern of 
PMN-bacteria interactions mediated by PMN proteins actively mo- 
bilized from peroxidase-negative granules. 
I P824 I Molecular Analysis of Neisseria meningitidis 
Class 3 Outer Membrane Proteins in the Strains 
Recognised by the the Monoclonal Antibody 
CB-Nm.2 
G. Guillin, A. Alvarez, C. Nazabal, MJ. Leal, L.M. Alonso, 
A. Musacchio, 0. Reyes, R. Silva. Vm'nes Division, Centerfor 
Genetic Engineering and Biotechnoloa, PO. Box 6162, Havana, Cuba 
Objectives: To idennfy the region involved in antigenic recognition 
by the bactericidal monoclonal antibody (Mab) CB-Nm.2 among 
class 3 proteins from Neissm'a meningitidis. 
Methods: The Neisseriu meningitidis strains used in this study are 
listed. Chromosomal DNA preparation, PCR, DNA cloning and se- 
quencing, whole-cell ELISA and Dot blot have been described else- 
where. Peptide synthesis was performed by  the solid-phase method. 
I P825 I Anti-Endothelial Cell Antibodies and /? 
S .  Sanguigni *, M. Marangi M. Bavastrelh ', C. Parlapiano ', 
M. Marangi ', M. De Angelis '. 'Dep. ofI.f.mus and Tropical 
Diseases, Rome, Italx 'Institute ofPaediatricc, Rome, Italy, 'Dep.  of 
Internal Medicine "La Sapienra" University, Rome, Italal,: 4G. knnin i  
Hospital Obstetric and Gynaecological Division, Rome, Italy 
Objectives: We have investigated the possible correlation between 
severe fahparum malaria and presence of anti-endothelial cells anti- 
bodies. 
Methods: Endothelial cells (EC) recovered from human umbil- 
ical cord vein previous collagenase digestion, according with JaEe, 
were grown in 199 medium, subcultured on 96 w l l s  flat-bottomed 
plates nll confluent (typically w i h  2 days) and, after 0.1% glu- 
taraldehyde furation, saved frozen at -20°C for later use. Before use 
plates were blocked 1 h with PBS-BSA 10%. Sera from 15 patients 
with Pfalcipanrm infection and from 15 blood donors, as control, 
were diluted 1:200 with PBS-BSA 0.1% and added in triplicate 
to the EC wells and incubated 2 h at 37% Afterward the wells 
were gently washed threefold with PBS-BSA 0.1%, and then 100 
~1 of peroxidase-conjugated rabbit anti human Ig (DAKO@) was 
added and incubated for 1 h in the dark. When washed threefold, 
o-Phenylendamine was used as substrate and the absorbance read at 
492 nm. 
Results: Sera f romfahpanrm malaria patients showed a mean 
optical density of 1.56 (0.106-2.5 SD 0.83), whde sera from blood 
donors a mean of optical density of 0.27 (0.007-0.4795 SD 0.83). T 
Student's test was s i d c a n t  (p < 0.001). 
Conclusions: The presence of antiendothelial serum antibodies 
infalcipanrm malaria patients has to be considered as expression of 
autoimmunity. They, probably, play a role together with cytokines 
and adhesion molecules in the pathogenesis of severe malaria with 
implication for its treatment. 
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I P826 I Lymphocyte Subpopulation in the Neonatal 
U. Godula-Stu& B. Mazur, A. Domareclu, A. Micinska, 
L. Langner. Neonatal Pathology Clinic, Znbrze, Poland 
Objectives: To ascertain whether the lymphocyte subpopulations 
(CD4, CD19, CD4, CD8, NK, HL.ADR+) are influenced by sep- 
ticemia in newborns, according to their maturity. 
Material: 14 septic neonates (6 full-term, 8 prematures). The 
control group included 14 full-term healthy newborns. 
Method Flow cytometry was used to enumerate lymphocyte 
subpopulations. 
Results: The mean value of CD3 in septic full-term and preterm 
dants, mean d u e  of CD4 and CD8 in full-term sick babies were 
siguficantly laver than in control. No changes in the mean value 
of CD19 and CD4/CD8 ratio was noted. Siguficant increase of the 
mean value of HLADR+ both in full- and pre-term infants was 
found. Severity of septicemia had no influence on the mean value 
of CD3, CD4 and CD8. Newborns with septicemia without of 
respiratory disorders had siguficantly higher NK than control. 
Conclusions: 1) Bacterial septicemia has marked influence on 
the cellular immunological response in newborns. 2) The deter- 
mination of the immunological changes in neonatal infections may 
provide useful informations about the defects of immune system in 
sick babies. 
Bacterial Septicemia 
[EJ y-Globulin-Like Antigens in Bacteria 
E. Mr&, K Gtzybek-Hryncewicz. E. Dworniczek, J. Starek, 
M. Stankiewicz. Medical Uniwnity of Wrodaq Department of 
Microbioloa, Poland 
Objectives: y-glob&-like antigens resembling Gm (1) and Gm 
(2) human immunoglobulin group factors have been described as cell 
components in some bacteria. The aim of this study was a detection 
of these components in gram-negative rods. 
Methods: Antigens were detected by the method of hemagglu- 
tination inhibition. Anti-Gm (1) and anti-Gm (2) sera were mixed 
with heat-killed bactenal suspensions and absorbed 30 min. at mom 
temperature. After centrifuging, the supernatant was contacted with 
ORh (+) erythrocytes coated with anti-D-Gm (1,2) serum. A neg- 
ative reaction of hemaggiutination was an evidence of the present 
Gm (1) and Gm (2) antigenic components. 
Results: Among 177 strains of the family Enterobacteriaceae (E. 
coli-122, Proteuc-23, Enterobacter-18, Mebsiella-14) 79 strains (45%) 
contained y-globh-like structures. Experiments showed that 34 
strains (21%) possessed Gm (1) and Gm (2)-like antigens, 38 strains 
(21.5%) only Gm (1) and 4 strains (2.2%) only Gm (2)-like smctures. 
Among 169 strains of nonfermentative gram-negative rods 
(Acinetobarter-60, Stenotmphomom maltophilia-50, Pseudomom aeiug- 
inosa-47, Ahligenesfaecalis-12) in 5 strains (3%) both Gm (1) and 
Gm (2)-like Gm (2) like antigens were present. One s t r a i n  (0.6%) 
contained only Gm (1) and 14 strains (8.3%) only like structures. 
The antigens did not occur in Acinetobacter group. 
Conclusions: Gm (1) and Gm (2)-like antigens occur in 
gram-negative rods. They are more often ascertained in the fam- 
ily of Enterobacteriaceae than in nonfermentative gram-negative rods. 
I P828 I Sensitization of Cosmonauts to Bacterial 
D.O. Meshkov, M.P. -ova, YV. Nesvizhsky. Moscow Medical 
Academy, State Research Centre, Institutefor Biomedical Problems, 
Moscoq Russia 
The development of allergic reactions to antigens of Staphylocornrs 
aureus, Streptococcus pyogenes, Pseudomom aeiuginosa, Escherichia coli 
and Proteuc mirabilis was investigated in cosmonauts. Sensitization to 
bacterial antigens was tested by reaction of leukocyte migration mhi- 
bition. We examined 44 cosmonauts 30-60 days before space flight 
and in a day and in a week after returning back. 
We found the increase of positive reactions percent after landing 
in comparison to the result of preflight testing. Maxunal number 
of positive reactions after isolated space flight was observed in a 
day after lanckng and after repeated fl&t - in a week. Frequency 
of discovered sensitization to bacterial antigens correlated with the 
duration of space flight. 
So, the factors of space flight lead to development of sensitiza- 
tion to bacterial antigens in cosmonauts. This process depends on 
environmental conditions of space expedition, its duration and pm- 
fessional experience of cosmonaut. 
Antigens 
I P829 I Hepatitis C WNS and Epstein-Ban UNS: Dual 
Infection or Atypical Antibodies Response 
M.A. Rodriguez-Iglesias J. Gutikrrez-Fernindez '. 'Lab. 
Mimbiology, Puerto Real Univ. Hosp., Univ. of Chdiz, Spain, 'Lab. 
Microbiology, San Cecilio Univ. Hosp., Uniu. of Granada, Spain 
Objective: In the course of the acute infection by Epstein-Barr 
virus (FBV) can be produce antibodies of dass IgM to Werent in- 
fectious agents. We communicate the appearance of positive serolog- 
ical reactions against HCV in the infectious mononucleosis course 
Methods: Seven patients were defined with primary infection 
by the presence of IgM against a pool of antigens constituted by 
EBNA, MA, EA and VCA (Behring Institute, Germany) and ab- 
sence of antibodies to Citomegalovirus and Human Herpesvirus 6, 
no presenting IgG to EBNA (Incstar, USA). The antibodies to HCV 
was studied by screening (Bioelisa HCV, Biokie, Spain) and confir- 
matory (Innolia, Innogenetics, Belgium) tests, and viral RNA by 
PCR (Amplicor HCV, Roche, Switzerland). 
Results: In these patients were detected antibodies anti-HCV but 
were PCR negative. Is not possible to know if these results is due 
to a HCV infection solved or an atypical response to HCV in the 
course of an infectious mononudeosis. We want to emphasize that 
in the Werential diagnose of the hepatitis can be found serological 
reactivities to HCV and EBV that they can be due to i) superin- 
fection for EBV in a patient with previous infection by HCV, and 
ii) false antibodies response to HCV by lymphocytes B nonspecific 
clonal shulation, in a way analogous what happens with other viral 
infections. 
Conclusions: In absence of history of antibodies response to 
HCV, alone the Cknical and serological follow-up would permit to 
differentiate these possible two causes of infection. 
by EBV. 
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I P830 1 Cholera Toxin Stimulates Human B-cell DR 
Antigen Biosynthesis and Induces Capping of 
GM-I Cell Surface Receptors 
E. Papadimitriou '', A. Mintzas', M. Skoutari2, 
G. Dimitracop~ulos~, E.D. Anastassiou2. 'Dept.  ofBiology, School of 
Sciences, University of Patras, 261 10 Patras, Greece, 2Dept. of 
Microbiology, School ofMedicine, University of Patras, 261 10 Patras, 
Greece 
Objectives: To further understand the molecular mechanisms un- 
derlying the regulation of D R  expression on the surface of human 
B cells by cholera toxin (CT). 
Methods: Human tonsillar B cells were highly purified; "West- 
ern" analysis, [35S]-methionine incorporation studies, CAMP mea- 
surements, [3H]-uridine uptake experiments, nuclear transcription 
run off assays and "Northern" analysis were used 
Results: CT increases the total levels of DR protein in highly 
purified human tonsillar cells. T h  increase is due to de novo biosyn- 
thesis of DR protein at as early as 6 hrs after CT stimulation and is 
completed by 24 hrs. CT does not exert its effect at a transcriptional 
level. Anti-IgM, which mimics B-cell antigen binding, behaves in a 
similar to CT manner. CAMP elevation as well as binding of B-CT 
to GM-1 ganghoside, by themselves, do not lead to D R  protein 
biosynthesis suggesting that other activation pathways may be in- 
volved. Furthermore, CT - as well as B-CT - after binding to their 
cell surface receptors lead to the appearance of capping on the SUI- 
face of human B-cells, as early as 5 min. 
Conclusions: These data demonstrate translational regulation of 
DR expression by CT on human B cells may help in understanding 
the adjuvant effects of CT in viva 
I P831] Production of T Helper 1 and T Helper 2 
Cytokines in Infants with Respiratory Syncytial 
WNS Bronchiolitis 
C. Vael', M. De Brabander2, E. Jagers2, B. De Groote', 
P. Verbeeck ' , J. Gyselinck ', H. Demeter I ,  H. Verhaegen *, J. De 
Cr6e ', K.N. Desager 3 ,  H.P. Van Bever 3 .  ' Dep of Microbiology and 
Pediatrics, J Paljjn Hospital, Antwerp, Belgium, 'CRU St Bartolomew, 
J. Paljjn Hospital, Antwq,  Belgium, 'Dep of Pediatrics, University 
Hospital Anrwerp, Antwerp, Belgium 
Objective: To investigate if a disequilibrium between the T helper 
1 (Th 1) and Th 2 immune response with Th 2 predominance is 
associated with respiratory syncytial virus (RSV bronchiolitis. 
Methods: The whole blood cytokme production of 6 infants 
admitted with RSV broncholitis was compared with 6 matched 
controls, admitted for non-infectious disease. Patients or controls 
receiving steroid treament were excluded. RSVwas detected by di- 
rect immunofluorescence in nasopharyngeal washings. Whole blood 
(diluted 1/10 in RPMI) was stimulated with phytohaemagglutinin 
and E.  coli lipopolysaccharide. Interleukin 4 (IL-4), IL-10, IL-12 
and Interferon y (IFNy) were measured by ELISA in the culture 
supernatant obtained after 48 h of incubation. 
Results: IFNy production was si&icantly reduced in RSVpa- 
tients compared to controls (p = 0.046): median concentration (MC) 
resp. 302 (144-660) and 571 IU/ml (264-914). No signtfcant dif- 
ferences between patients and controls were found for IL-4: MC 
resp 0.23 (4.6-50) and 14 p g / d  (4.6-32); IL-10: MC resp 0.762 
(0-0.83) and 0.51 (0-3.73 pg/ml). 
Conclusions: A reduced IFNy production in RSV bronchiolitis 
was shown. The relative shift towards a Th 2 immune response could 
contribute to the chronic respiratory pathology associated with RSV 
bronchiolitis. 
(300-1184) and 873 p g / d  (208-2015) and IL-12: MC ESP. 0.22 
Endotoxin and sepsis 
I P832 I The Pathogenic Role of LPS Binding Protein 
D. Le Roy, S. Lengacher, M.P. Glauser, D. Heumann. CHVY 
Lousanne, Switzerland 
Objectives: LBP reacts with LPS, presenting the complex to CD14 
on monocytes. This potentiates the response of the host to minute 
amounts of LPS (surveillance mechanism for host defenses). How- 
ever, with higher doses of LPS, the potentiating effect of LBP con- 
tributes to LPS toxicity. When anti-LBP IgG were given to block 
LBP, mice were protected fi-om LPS toxicity. We have now cloned 
murine LBP, expressed the protein in the Baculovirus vector for 
immunizing rabbits and rats, to further explore the role of LBP in 
endotoxemia. 
Methods and Results: Rabbit anti-LBP IgG suppressed TNF 
production in murine whole blood stimulated with LPS. Rat mAbs 
recognizing the murine LBP in ELISA were screened for their ability 
to affect TNF production in whole blood upon LPS stimulation. For 
in vivo experiments, we selected one mAb (M119) that suppressed 
TNF, another mAb (M306) that did not. Mice were sensitized with 
galactosamine and challenged with 100 ng LPS, 30 min after receiv- 
ing the antibodies. In Exp I, polyclonal anti-LBP rabbit IgG were 
protective and suppressed plasma TNE In Exp 11, M119 suppressed 
TNF in vivo, thus providing protection. In contrast, M306, that rec- 
ognized LBP but did not afFect TNF production in vitro or in vivo 
upon LPS challenge, did not protect the mice. 
(LBP) in Endotoxemia 
Control rabbit Anti-LBP rabbit Rat Rat 
'gG 'gG M306mAb M119mAb 
Lerhallty % 85 15 100 0 
Plasm TNF p g / d  1050 * 325 45 i 35 7059 i 201 113 * 80 
Conclusion: These experiments performed with well character- 
ized anti-LBP mAbs confirmed the toxic role of LBP in endotox- 
emia, by potentiating the production of TNF by LPS. 
Binding of LPS Binding Protein (LBP) to Gram 
Negative Bacteria 
S. Lengacher, D. Le Roy, MI! Glauser, C.V. Jongeneel, 
D. Heumann. Lausanne, Switzerland 
Objectives: LBP reacts with LPS, presenting the complex to CD14 
on monocytes. Ths mechanism potentiates the response of the host 
to minute amounts of LPS. 
While the reactivity of LBP with h e  LPS is well established, its 
reactivity with LPS present on the surface of Gram-negative bacteria 
is less well understood. We selected a panel of Gram negative bacteria 
and analyzed the bindmg of recombinant human and murine LBP 
to these bacteria. 
Methods: An ELISA was constructed using coated bacteria re- 
acted successively with murine or human LBP, appropriate anti-LBP 
antibodies, and conjugates labeled with peroxidase. In an alterna- 
tive protocol, we measured LBP binding by flow cytometry, using 
conjugates labeled with fluorescein. 
Results: Using the two assays, we found that recombinant murine 
or human LBP bound to all heat-killed bacteria investigated. How- 
ever, LBP binding to live bacteria varied considerably fi-om one 
genus to another. No binding could be detected to smooth E.  coli 
06 ,018 ,  and 017, although LBP bound quite well to rough E.  coli 
J5, or partially to E. coli 01 11. Binding was absent on Klebsiella and 
Enlmbacter species tested, but apparent on the Pseudomonas strains 
